In biomedical and preclinical research, the current standard method for measuring blood perfusion inside murine bone, radiolabeled microspheres, is a terminal procedure that cannot be used to monitor longitudinal perfusion changes. Laser Doppler flowmetry (LDF) can quantify perfusion within the proximal tibial metaphysis of mice in vivo but requires a surgical procedure to place the measurement probe directly onto the bone surface.
Method Details
The current standard method for assessing functional blood flow within bone in rodents 3 uses microspheres labeled with fluorescent or radioactive tags that are introduced to the 4 vascular supply, and then the amount of microspheres in tissue samples taken from the 5 animal ex vivo are quantified [1, 2] . However, this procedure is a terminal one and cannot 6 be used to assess serial changes to intraosseous blood flow. Laser Doppler flowmetry 7 (LDF) has been validated as an accurate technique to quantify in vivo perfusion within the 8 murine proximal tibial metaphysis, but signs of local inflammation for over a month after 9 the procedure were reported [3] . Inflammation stimulates angiogenesis, which could alter procedures. The LDF monitor should be regularly calibrated with a probe flux standard.
24
Follow the manufacturer's directions to calibrate the probe. Calibrate between studies, 25 not between LDF procedures. strain affects LDF perfusion measurements [3] , studies involving this technique should be 148 designed with caution to avoid comparisons across different populations.
